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Flowrate: 1.2 mL/min 0 5 10 (min) 0 5 10 (min) 0 5 10 (min)
- Gradient: 5to 100 % B .
- Co-solvent (B): MeOH-Hz0 (95-5) + W 3) piolll PBr ons
20 mmol/L ammonium formate 5 (1)(3) (142+3)
- Oven temp.: 25 °C @ (@) (a+2)
- Back-pressure: 150 bar @)
v 0 5 10 (min) 0 5 10 (min) 0 5 10 (min)
EFORENNE Column ‘ Min. resolution | Peak count ‘ Separc?f:tpeak ‘ Evaluation value
Zx = =
SEREDBZNT LEEHE sil I 0.418 4 2 17.67
v PolyVP 0.405 4 2 17.62
. B PolyBT 0.417 4 1 16.61
Diol Il.PBr 0Dl Diol Il 0.985 4 3 19.94
—RAGN ==Y PBr 0.471 4 0 17.22
ODS 0.36 4 0 13.07
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ACN* addition:

- Column: Shim-pack UC Diol Il
(3.0 x 150 mm, 3 pm)

- Flowrate: 1.2 mL/min

- Gradient: 5 to 100 % B

- Co-solvent (B):

*MeOH-H20 (95-5) + 20 mmol/L
ammonium formate

*MeOH-ACN-Hz0 (75-20-5) +
20 mmol/L
ammonium formate

*MeOH-ACN-H20 (55-40-5) +
20 mmol/L
ammonium formate

- Oven temp.: 25 °C

- Back-pressure: 150 bar

*ACN: 7€ =RV

o) Diol Il (1)

(©)

(0 % ACN)
(3) @
(2) @ @
0 5 10 (min) 0 5 10 (min)
M Diol Il
@) (40 % ACN)
ﬂl l(4)
0 5 10 (min)
. . Separated peak .

Co-solvent | Min. resolution ‘ count ‘ Evaluation value
0 % ACN 0.985 3 19.94

1.662 2 22.65
40 % ACN 2.681 4 24.00
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Focus gradient test:

- Column: Shim-pack UC Diol Il
(3.0 x 150 mm, 3 pm)

- Flowrate: 1.2 mL/min

- Gradient: Cefirst - 7.5 % (28.2 %) to
Celast + 7.5 % (679 %) of B

- Co-solvent (B): MeOH-ACN-H:20
(55-40-5) + 20 mmol/L
ammonium formate

- Oven temp.: 25 °C

- Back-pressure: 150 bar

v

DoE for gradient optimization:

- Column: Shim-pack UC Diol Il
(3.0 x 150 mm, 3 pm)

- Flowrate: 1.2 mL/min

- Gradient: initial/final of % B and
gradient time optimized by DoE

- Co-solvent (B): MeOH-ACN-Hz0
(55-40-5) + 20 mmol/L
ammonium formate

- Oven temp.: 25 °C

- Back-pressure: 150 bar

v
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Initial concentration (Ci). Final concentration (Cr). G

Diol Il Diol Il
(screening gradient) (focus gradient)
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0 5 10 15(min) ¢ 5 10 (min)

radient time (te)

Initial Conc.
(Ce first — X %)

Final Conc.
(Ce last + X %)

‘ Gradient time

-1 Cefist—5 % Celast + 5 % 2.5 min
0 Cefirst — 7.5 % Celast + 7.5 % 5 min
+1 Cefirst — 10 % Celast + 10 % 7.5 min
Diol Il
(optimized gradient — confirmation run)
r 100
L7s 8
)
50 §
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L 25 o
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0 2 4 6 8 (min)
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